e Entamoeba histolytica, a microaerophilic protozoan parasite, possesses mitosomes. Mitosomes are mitochondrion-related organelles that have largely lost typical mitochondrial functions, such as those involved in the tricarboxylic acid cycle and oxidative phosphorylation. The biological roles of Entamoeba mitosomes have been a long-standing enigma. We previously demonstrated that sulfate activation, which is not generally compartmentalized to mitochondria, is a major function of E. histolytica mitosomes. Sulfate activation cooperates with cytosolic enzymes, i.e., sulfotransferases (SULTs), for the synthesis of sulfolipids, one of which is cholesteryl sulfate. Notably, cholesteryl sulfate plays an important role in encystation, an essential process in the Entamoeba life cycle. These findings identified a biological role for Entamoeba mitosomes; however, they simultaneously raised a new issue concerning how the reactions of the pathway, separated by the mitosomal membranes, cooperate. Here, we demonstrated that the E. histolytica mitochondrial carrier family (EhMCF) has the capacity to exchange 3=-phosphoadenosine 5=-phosphosulfate (PAPS) with ATP. We also confirmed the cytosolic localization of all the E. histolytica SULTs, suggesting that in Entamoeba, PAPS, which is produced through mitosomal sulfate activation, is translocated to the cytosol and becomes a substrate for SULTs. In contrast, ATP, which is produced through cytosolic pathways, is translocated into the mitosomes and is a necessary substrate for sulfate activation. Taking our findings collectively, we suggest that EhMCF functions as a PAPS/ATP antiporter and plays a crucial role in linking the mitosomal sulfate activation pathway to cytosolic SULTs for the production of sulfolipids. E ntamoeba histolytica is a microaerophilic protozoan parasite causing intestinal and extraintestinal amebiasis in humans. These infectious diseases have spread worldwide and have become a serious public health problem (1). E. histolytica possesses mitosomes, a type of mitochondrion-related organelle (MRO) (2-5). This organelle was originally called crypton when its discovery was reported, and such organelles are currently known as mitosomes, the widely accepted name (6, 7). MROs are derived from canonical mitochondria and are ubiquitously found in anaerobic/microaerophilic eukaryotes (2, 4). MROs display a variety of unique characteristics which are conferred by essentially reduced and/or modified mitochondrial functions and that occasionally result from the addition of new functions acquired through lateral gene transfer (5, 8). It has been postulated that the uniqueness of MROs helps organisms to adapt to various niches for their survival (2-5, 8). Entamoeba mitosomes have largely lost typical mitochondrial functions, such as those involved in the tricarboxylic acid cycle, electron transport, oxidative phosphorylation, and ␤-oxidation of fatty acids (4, 5). This raises two fundamental questions. Why does Entamoeba maintain mitosomes? What are their biological roles in this organism?
E
ntamoeba histolytica is a microaerophilic protozoan parasite causing intestinal and extraintestinal amebiasis in humans. These infectious diseases have spread worldwide and have become a serious public health problem (1) . E. histolytica possesses mitosomes, a type of mitochondrion-related organelle (MRO) (2) (3) (4) (5) . This organelle was originally called crypton when its discovery was reported, and such organelles are currently known as mitosomes, the widely accepted name (6, 7) . MROs are derived from canonical mitochondria and are ubiquitously found in anaerobic/microaerophilic eukaryotes (2, 4) . MROs display a variety of unique characteristics which are conferred by essentially reduced and/or modified mitochondrial functions and that occasionally result from the addition of new functions acquired through lateral gene transfer (5, 8) . It has been postulated that the uniqueness of MROs helps organisms to adapt to various niches for their survival (2) (3) (4) (5) 8) . Entamoeba mitosomes have largely lost typical mitochondrial functions, such as those involved in the tricarboxylic acid cycle, electron transport, oxidative phosphorylation, and ␤-oxidation of fatty acids (4, 5) . This raises two fundamental questions. Why does Entamoeba maintain mitosomes? What are their biological roles in this organism?
Despite being recognized, these important issues have not been satisfactorily addressed. We previously showed that sulfate activation, which is not generally compartmentalized to mitochondria, is a major function in E. histolytica mitosomes (3, 5, 9) . Furthermore, we demonstrated that 3=-phosphoadenosine 5=-phosphosulfate (PAPS), which is synthesized through mitosomal metabolism, acts as an activated sulfur donor mainly to produce sulfolipids by the catalytic actions of putative cytosolic sulfotransferases (SULTs) (5) . Cholesteryl sulfate (CS) is one such sulfolipid that plays an important role in encystation, a cell differentiation process necessary for maintaining the Entamoeba life cycle (9) . These findings provide not only an explanation for the biological role of Entamoeba mitosomes but also evidence to support the uniqueness of MROs.
Importantly, our findings indicate that in Entamoeba, PAPS, a metabolite synthesized through the mitosomal pathway, needs to be translocated to the cytosol for the production of sulfolipids. Therefore, a molecule that can translocate PAPS from mitosomes to the cytosol must be present. Three candidates which could be responsible for this important function are encoded in the E. histolytica genome. One is a PAPS transporter, and the others are mitochondrial carrier (MC) proteins (EHI_068590, EHI_095150, and EHI_153760, respectively) (AmoebaDB; http://amoebadb.org/amoeba/). However, the PAPS transporter can be ruled out because its nonmitosomal localization has already been demonstrated (5) . Hence, we focused on the MC proteins as the most likely candidates.
MC proteins belong to a large family of mitochondrial inner membrane carriers that transport various metabolites between the cytosol and mitochondrial matrix (10, 11) . Most MC proteins are localized in mitochondria, but atypical localizations in chloroplasts and peroxisomes have recently been reported (11) . The structural features conserved in MC proteins include a size of 30 to 35 kDa, three tandemly repeated homologous domains, each of which has ϳ100 amino acid residues, and six transmembrane helices forming an aqueous cavity. Substances transported by MC proteins include nucleotides, amino acids, keto acids, and inorganic phosphate (P i ) (10, 11) .
In this study, to address the issue of how the mitosomal sulfate activation pathway and putative cytosolic SULTs cooperate in E. histolytica, we performed biochemical and cell biological characterizations of an E. histolytica MC protein, E. histolytica mitochondrial carrier family (EhMCF), and related sulfate metabolism enzymes, the E. histolytica SULTs (EhSULTs) and E. histolytica 3=(2=),5=-bisphosphate nucleotidases (EhPAPases).
MATERIALS AND METHODS

Materials. [
14 C]leucine (stock radioactivity, 100 Ci/ml), [ 32 P]ATP (stock radioactivity, 10 mCi/ml), and [
35 S]PAPS (stock radioactivity, 1 mCi/ml) were purchased from PerkinElmer Japan (Yokohama, Japan). Asolectin was from Fluka (Buchs, Switzerland).
Culture of E. histolytica. The E. histolytica HM-1:IMSS cl6 strain was routinely cultured in vitro in Diamond's BI-S-33 medium at 37°C as described previously (3, 5) . Transformants were also obtained in Diamond's BI-S-33 medium as described below.
Indirect immunofluorescence analyses of E. histolytica transformants expressing HA-tagged EhSULTs or EhPAPases. Expression plasmids for hemagglutinin (HA)-tagged EhSULTs and EhPAPases were constructed by PCR amplification of the corresponding open reading frames (ORFs) using appropriate primers sets (Table 1) . Amplicons, except for the one containing EhSULT7, were then digested with BglII and inserted into the corresponding sites of the pEhEx-HA plasmid (5) . The PCRamplified EhSULT7 fragment was directly cloned into BglII-digested plasmid pEhEx-HA using an In-Fusion HD cloning kit from TaKaRa Bio (Otsu, Japan) according to the manufacturer's instructions. Lipofection transfection of E. histolytica trophozoites with the constructed plasmids, drug selection, maintenance of selected transformants, and indirect immunofluorescence analysis of independent established transformants were performed as described previously (5) .
Production and purification of rEhMCF protein. The recombinant EhMCF (rEhMCF) protein that is encoded in the E. histolytica genome (EHI_095150 in AmoebaDB; http://amoebadb.org/amoeba/) was produced using a wheat germ cell-free translation system in the presence of asolectin liposomes, which were freshly prepared just prior to use, as described previously (12) . Two plasmids, pYT08-EhMCF and pYT08-codon-optimized EhMCF, were constructed as the templates for in vitro mRNA synthesis. For pYT08-EhMCF, a DNA fragment encoding the Eh-MCF ORF was amplified from E. histolytica cDNA by PCR with an appropriate primer set (Table 1) , digested with SpeI and SalI, and inserted into the corresponding sites of the pYT08 vector (12) . For the pYT08-codonoptimized EhMCF, a synthetic DNA encoding an EhMCF ORF in which the codon usage is optimized to that of the wheat germ translation system (GenBank accession number LC036596) was custom synthesized by GenScript Japan (Tokyo, Japan) and cloned into SpeI and SalI sites of the pYT08 vector (12) . The mRNAs synthesized from the constructed plasmids were then used in the cell-free translation system in the presence of asolectin liposomes and, when needed, with [ 14 C]leucine (final radioactivity, 2 Ci/ml) as described previously (12) . Subsequently, the reaction mixtures were centrifuged at 20,000 ϫ g for 20 min at 4°C, and the super- 
natant and the precipitate were separately collected. Finally, the precipitate was suspended in 150 l 10 mM PIPES-NaOH (pH 6.5) and subjected to ultrasonication (Digital Sonifier model 250 D; Branson, Danbury, CT, USA) for 18 s (50% duty cycle). The suspension obtained was used for vesicle preparations for the transporter activity assay as described in the following section. As a blank suspension, the reaction mixture operated in the absence of mRNA was treated in the same way as the rEhMCF protein suspension. To verify the production of rEhMCF and its purity, 1/100 volumes from each fraction were analyzed by SDS-PAGE, followed by visualization through either autoradiography or Coomassie brilliant blue staining. Transport activity assay of rEhMCF in vesicles. Two types of the vesicles, namely, substrate-loaded vesicles and empty vesicles, were prepared and used for the assays. The substrate-loaded vesicles were prepared essentially as described previously (12) . In detail, the rEhMCF protein suspension (see the section above) was mixed with an equal volume of solution containing liposomes into which one of the countersubstrates examined was preloaded. To prepare the liposome solution, 200 mM PIPES-NaOH (pH 6.5) containing 40 mM potassium gluconate and 50 or 20 mM countersubstrate was added on acetone-washed asolectin (80 mg lipid/ml), followed by ultrasonication (Digital Sonifier model 250 D; Branson, Danbury, CT, USA) for 5 min on ice. Subsequently, the obtained mixture was frozen in liquid nitrogen, thawed at room temperature, and subjected to ultrasonication (Digital Sonifier model 250 D; Branson, Danbury, CT, USA) for 18 s (50% duty cycle). Finally, the countersubstrate that was not loaded into vesicles was removed by gel filtration with a Dowex AG-1X8 column (Bio-Rad, Tokyo, Japan) using 10 mM PIPESNaOH (pH 6.5) containing 40 mM potassium gluconate and 100 mM sodium gluconate. The empty vesicles were prepared in a same way as described for the substrate-loaded vesicles except that no countersubstrates were preloaded. Blank controls for each type of vesicle were likewise prepared using the blank (see the section above) suspension in place of the rEhMCF protein suspension.
The transport activity of the rEhMCF in vesicles was measured as described previously (12 35 S]PAPS (final radioactivity, 1.5 Ci/ml). Reactions were terminated by the addition of 15 l stop solution (360 mM pyridoxal 5=-phosphate, 64 mM mersalyl acid). After removal of extravesicle radiolabeled substrate by gel filtration performed with a Dowex AG-1X8 column (Bio-Rad, Tokyo, Japan) using 200 mM sodium acetate, the radioactivity associated with each type of vesicle was measured as units of disintegrations per minute using an LSC-6100 liquid-scintillation counter from Aloka (Tokyo, Japan). In parallel, a blank control for each type of vesicle was assayed. Finally, the amount of substrate transported into the vesicles was calculated after subtracting the radioactivity of a blank control from that of the corresponding sample. The amount of protein which was estimated prior to vesicle preparation was used to determine the specific transporter activity. Its estimation was accomplished by measuring the intensity of the corresponding bands in SDS-PAGE gels stained by Coomassie brilliant blue. Bovine serum albumin was used as a standard.
For a time course analysis, a quantitative evaluation of the uptake of [ 32 P]ATP into substrate-loaded vesicles into which nonradiolabeled ATP was preloaded or into empty vesicles was performed at 0, 5, 10, or 20 min after starting the incubation. For a countersubstrate specificity analysis, a quantitative evaluation of the uptake of either [ 32 P]ATP or [ 35 S]PAPS into the substrate-loaded vesicles into which one of the various substances tested was preloaded or into empty vesicles was performed after 10 min of incubation. The obtained activities were statistically analyzed with Student's t test.
Nucleotide sequence accession numbers. The proteins described in this study (GenBank accession numbers, E. histolytica genome identification numbers) and the accession number of the EhMCF synthetic gene are as follows: MCF (XP_649800, genome identification number EHI_095150), P i transporter (XP_656350, EHI_153760), PAPS transporter (XP_654175, EHI_068590), SULT1 (XP_654200, EHI_140740), SULT2 (XP_654101, EHI_166030), SULT3 (XP_651675, EHI_197340), SULT4 (XP_655605, EHI_092490), SULT5 (XP_650013, EHI_090430), SULT6 (XP_649714, EHI_146990), SULT7 (XP_651768, EHI_114190), SULT8 (XP_652989, EHI_181190), SULT9 (XP_653539, EHI_031640), SULT10 (XP_650544, EHI_062680), PAPase1 (XP_651950, EHI_193350), PAPase2 (XP_655585, EHI_179820), PAPase3 (XP_650613, EHI_175410), and the synthetic Eh-MCF cDNA (LC036596).
RESULTS AND DISCUSSION
All EhSULTs are localized in the cytosol. The E. histolytica genome contains 10 genes that encode putative SULTs, which can catalyze the production of sulfated molecules, e.g., sulfolipids, from PAPS and sulfur acceptors (AmoebaDB; http://amoebadb .org/amoeba/ [5, 9] ). We previously demonstrated the cytosolic localization of EhSULT1 and -2 (5). To fully determine the localization of all EhSULTs, we established independent transformants expressing HA-tagged EhSULT3 to -10 in E. histolytica and analyzed the transformants obtained. The fluorescent signals detected in these transformants were distributed throughout cells, except in organelles such as the nucleus, vacuoles, and small vesicles (Fig.  1 ). This result, combined with the data corresponding to the cytosolic localization of EhSULT1 and -2 (5), indicates that all EhSULTs are localized in the cytosol (Fig. 1) . Importantly, it also confirms the cytosolic localization of EhSULT6, which catalyzes the production of CS, a sulfolipid important for Entamoeba encystation (9) . These findings are consistent with the requirement for PAPS, a mitosomal sulfate-activated metabolite, to be transported into the cytosol for it to be a substrate for EhSULTs in E. histolytica.
Production, purification, and characterization of rEhMCF protein. Two E. histolytica MC proteins (EHI_095150 and EHI_153760, respectively) have been characterized as an ADP/ ATP carrier (AAC) and a P i carrier (AmoebaDB; http://amoebadb .org/amoeba/ [6, 9, 13] ). In addition, phylogenetic analysis showed that only the E. histolytica AAC (EhAAC) and not the P i carrier is a member of a subfamily cluster of MC proteins, which includes carriers transporting adenine nucleotides and coenzyme A (CoA) (13) . Recently, a carrier that was originally characterized as an AAC of the thylakoid membrane (14) was shown to possess a capacity for countertransporting PAPS; therefore, it is now known as a PAPS transporter (15) . These findings narrow down the mitosomal membrane PAPS transporter candidates and are consistent with our hypothesis that EhAAC acts as an antiporter that can transport PAPS across mitosomal membranes in E. histolytica. EhAAC is more commonly termed E. histolytica mitochondrial carrier family (EhMCF) (3, 5, 6, 16) ; therefore, unless otherwise stated, we use the name EhMCF here.
Obtaining functional rEhMCF protein is necessary to address how the mitosomal sulfate activation pathway cooperates with cytosolic SULTs in E. histolytica. To achieve this, we exploited a wheat germ cell-free translation system in the presence of asolectin liposomes because this system circumvents several problems encountered in expressing recombinant membrane proteins in surrogate organisms or cells (17, 18) . In this system, we can trace only the target recombinant protein as a nascent protein using a radiolabeled leucine. The molecular size of the synthesized radiolabeled protein was ϳ30 kDa, which is close to the deduced molecular mass of EhMCF (30,443 Da), and it was predominantly recovered from the fraction precipitated at 20,000 ϫ g (Fig. 2A) . The yield of rEhMCF could be improved by using a synthetic EhMCF cDNA in which the codon usage is optimized to that of the wheat germ translation system ( Fig. 2A ; GenScript Japan [Tokyo, Japan]). Most importantly, rEhMCF was highly enriched and became a major protein in the precipitated fraction, indicating that centrifugal fractionation is sufficient to purify rEhMCF nearly to homogeneity (Fig. 2B) .
We then examined whether the rEhMCF purified as the precipitated fraction was functional by measuring its ability to transport ATP, a standard substrate for MC proteins. Uptake of 32 Plabeled ATP into substrate-loaded vesicles proceeded in a timedependent manner, while uptake of 32 P-labeled ATP into empty vesicles could not be detected (Fig. 2C) . These results validate the biochemical methodology used in this study. Furthermore, they indicate that rEhMCF is properly reconstituted into the lipid bilayer of asolectin liposomes, indicating that rEhMCF can function as an antiporter.
The EhMCF functions as a PAPS/adenosine 3=,5=-bisphosphate (PAP) and PAPS/PAPS antiporter in vitro. Our primary question-does EhMCF, a mitosomal protein, participate in the translocation of PAPS across mitosomal membranes in E. histolytica?-can be now addressed. To address this question, we measured the countertransport activity of the reconstituted rEhMCF for ATP with PAPS, ATP, ADP, or AMP. The uptake of 32 P-labeled ATP into the substrate-loaded vesicles was significantly higher when PAPS was used as a countersubstrate (11.7 Ϯ 0.4 nmol/mg protein) than when adenosine mono-, di-, or triphosphates were used (3.2 Ϯ 0.2, 0.0 Ϯ 0.5, or 1.8 Ϯ 0.7 nmol/mg protein, respectively). The uptake of 32 P-labeled ATP into empty vesicles could not be detected (Fig. 3A) . These data are partly inconsistent with those from a previous study owing to differences in the ATP/ADP exchange activity (6) . In this study, no uptake of 32 P-labeled ATP into the ADP-loaded vesicles or the empty vesicles could be detected, while in the previous study, a significant uptake of 14 C-labeled ATP into ADP-loaded vesicles was observed. Assessment of this difference is hampered by the lack of demonstration of uptake of 14 C-labeled ATP into the empty vesicles in the former work. They also showed a significant uptake of 14 C-labeled ADP into ATP-loaded vesicles, a result which was well supported by showing competitive inhibition by excess cold ADP as well as the absence of uptake into the empty vesicles. This inconsistency in the reported ATP/ADP exchange activity may be due to differences in proteoliposome preparations, in components in the reactions (e.g., the use of radiolabeled materials as a substrate or of preloaded molecules as a countersubstrate), and/or in assay conditions (e.g., incubation time or concentrations of substrate added and of countersubstrate preloaded). Another explanation is possible differences in the lipid compositions because of different membrane sources having been used for protein reconstitutions (this study and reference 6). More importantly, the data (Fig. 3A) clearly indicate that EhMCF indeed has the capacity for countertransport of ATP using PAPS as a preferred countersubstrate.
To investigate further the countersubstrate specificity, we measured the activity of PAPS countertransport with various substances. Among potential countersubstrates examined, adenosine 3=,5=-bisphosphate (PAP) gave the highest activity for the uptake of 35 S-labeled PAPS into the substrate-loaded vesicles (119.2 Ϯ 42.4% relative to that of PAPS as 100% control). Adenosine mono-, di-, and triphosphates all gave moderate activities, but a preference for ATP and ADP over AMP (43.0 Ϯ 15.2% and 41.5 Ϯ 9.6% over 7.3 Ϯ 2.2%, respectively) was observed. Similarly, adenosine 5=-phosphosulfate (APS) and coenzyme A (CoA) also gave moderate activities (22.3 Ϯ 4.8% and 12.8 Ϯ 2.2%, respectively). Sulfate and GTP gave nearly untraceable activities (0.3 Ϯ 0.2% and 0.3 Ϯ 0.5%, respectively). Consistent with the assays using 32 P-labeled ATP, uptake of 35 S-labeled PAPS into empty vesicles could not be detected at all (Fig. 3B ). These data (Fig. 3) indicate that EhMCF is different from archetypal AACs regarding countersubstrate specificity and are in agreement with the previous finding that carboxyatractyloside and bongkrekic acid, specific inhibitors of most AACs, are not effective against EhAAC (6) . More importantly, these data indicate that EhMCF functions mainly as a PAPS/PAP and PAPS/PAPS antiporter in vitro.
Evidence that EhMCF functions mainly as a PAPS/ATP antiporter in vivo. Generally, PAP is produced together with a sulfated molecule through the catalytic action of SULT with respect to PAPS and a sulfur acceptor. PAP is then degraded to adenosine 5=-phosphate and P i by 3=(2=),5=-bisphosphate nucleotidase [19, 20 ; 3=(2=),5=-bisphosphate nucleotidase is described here as PAPase for ease of reading]. In E. histolytica, all the EhSULTs are localized in the cytosol (Fig. 1) (5) , and EhMCF has a high capacity for countertransport of PAPS with PAP or PAPS in vitro (Fig. 3) . Therefore, we inferred that knowing the localization of EhPAPase is important for predicting the availability of the substrates for EhMCF in vivo; this will help unravel its precise role.
In the E. histolytica genome, three genes encoding putative PAPase1 to -3 (EHI_193350, EHI_179820, and EHI_175410, respectively) (AmoebaDB; http://amoebadb.org/amoeba/) are present. To determine the localization of all the PAPases in E. histolytica, we established independent transformants expressing each HA-tagged EhPAPase. In all the transformants analyzed, except in organelles such as the nucleus, vacuoles, and small vesicles, the fluorescent signals were evenly distributed throughout cells, indicating that EhPAPase1 to -3 are localized in the cytosol (Fig. 4) . Consistent with these observations, the cytosolic localizations of EhPAPase1 and -2 have been recently reported (21, 22) . Moreover, EhPAPase1 has been biochemically characterized (21) and active transcription of EhPAPase1 to -3 has been reported (23) . Collectively, these findings indicate that all the EhPAPases are functional in the E. histolytica cytosol.
This notion, together with the cytosolic localization of all the EhSULTs (Fig. 1) (5) , suggests that PAP produced by the catalytic action of EhSULTs is sequentially degraded by EhPAPases; therefore, the PAP concentration in the cytosol is maintained at a low level in E. histolytica. This is consistent with the general idea that Asterisks indicate significant differences between PAPS and other countersubstrates (*, P Ͻ 0.05; **P Ͻ 0.01).
